Optimization of primary miRNA screen. a, Flow cytometry analysis of DiI-LDL uptake in Huh7 cells incubated with 2-100 µg/ml DiI-LDL for 8 h at 37 ºC. b, Representative images of DiI-LDL uptake in Huh7 cells incubated with 10 µg/ml, 20 µg/ml, and 40 µg/ml for 8 h at 37 ºC. Red, DiI-LDL; blue, Hoechst. Scale bar = 50 µm. c, Representative images of cell segmentation used to quantify DiI-LDL uptake in 384-well plates. DiI-LDL uptake was quantified using the Cellomics Target Activation BioApplication. Orange outline, rejected cells; blue outline, nuclei; green outline, valid objects. Scale bar = 200 µm. d, Mean average intensity of DiI-LDL in Huh7 cells incubated with 2-40 µg/ml DiI-LDL in a 384-well plate. In certain wells, cells were incubated with 40 µg/ml DiI-LDL + 30-fold unlabeled native LDL (nLDL). e, Western blot analysis of LDLR in Huh7 cells transfected with non-silencing (NS) control siRNA or siRNA LDLR (siLDLR). HSP90 was used as a loading control. f, Mean average intensity of DiI-LDL in Huh7 cells transfected with NS siRNA or siLDLR and incubated with 30 µg/ml DiI-LDL for 8 h at 37 ºC. Following incubation, cells were washed, fixed, stained and imaged using the Cellomics ArrayScan. *, P ≤ 0.05 compared to cells transfected with NS siRNA by unpaired t-test. Z'-factor was calculated based on DiI-LDL mean average intensity (MAI) in cells transfected with NS siRNA or siLDLR. Representative images are shown in panel (g). Blue, Hoechst; red, DiI-LDL. Scale bar = 200 µm. In panels (a, d, and f), data are the mean ± SEM and representative of ≥ 2 experiments in triplicate. In panels (b, c, and g), images are representative of ≥ 3 experiments that gave similar results. , showing the localization of miR-148a and its conservation among species (yellow). b, Representative Northern blot analysis of mature miR-148a expression in various mouse tissues. Ribosomal 5S RNA (5S rRNA) was used as a loading control. c, qRT-PCR analysis of miR-148a in the livers of C57BL/6 mice (m. musculus, n = 6 per group) fed a chow or high-fat diet (HFD 
hsa chr7: 25,958,386-25,958,328 [-] hsa-mir-148a (31-33), 3 (34-36), 4 (37-39), 5 (40-42), 6 (43-45), 7 (46-48), 8 (49-51), 9 (52-54), 10 (55-57), 11 (58-60), 12 (61-63) and 13 (64-66) . Western blot quantification is shown in the right panels. 
